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1. 4iffsEsR. RF. RHEAES

AN Iy H IR RPMI 1640+10% FBS+1% P.S
AR A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin
2R AT I 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. BAIFEHHEE
e
Reagent Specification Manufacturer/Catalogue No.
RPMI 1640 500 mL Gibco/C11875500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
96 well round cell culture plate 96-well Thermo/236108
96-well White Opaque Plate 96-well Thermo/442404
96-well U-bottom Plate 96-well Saining/1014010
Anti-H_CD4 higG1 Antibody(Tregalizumab) / Genomeditech/GM-28752AB
Anti-CD3 epsilon Antibody [OKT-3 (muromonab)] / Genomeditech/GM-51478AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040513C
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L

o
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1. BiERAELR

BRAVE DR AL, X ACSLEG, HEFE NFAT-Luc Reporter Jurkat (CD4-) Cell Line 4H

fE N 5 x 10% cells/fL. f#F Anti-CD3 epsilon hIgG1 Antibody [OKT-3 (muromonab)] (A fi]

5 A OKT-3) /£ NFH

259 . FCURZIRE (Cone.01)4 1 ug/mL, 3 £566 Z#iFE, Conc.01-Conc.

09 4 AHAGTE B2-B10, B11 R 0 yREXIE. J A 100 uL PBS, AR5 iEiAFLAE K .

FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1.00 33333 | 111.11 37.04 12.35 4.12 1.37 457.25  152.42
OKT-3 PBS PBS
pg/mL  ng/mL | ng/mL | ng/mL ng/mlL ng/mlL ng/mlL pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a)  SEEOHT 1-2h, B0 NFAT-Luc Reporter Jurkat (CD4-) Cell Line, LA Assay Buffer

SR, TSNS B LS T, SN Assay Buffer (1520, VRGN F] 1 x 10°

cells/mL, VAHEHEIN 50 pL 40RR/ALZE R IEAL,  FE LN 100 uL PBS, T+ H

A
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b) fEA 1A 96 FL U IRARHE S ST MR -

) HAMFMGE,

d) HESBHR

fiFH—47 (W B2-B10) .

LAk AR fif iR B [{W=ARPS
OKT-3 6.3 mg/mL 0.063 mg/mL HY 2 uL fi#7%+198 pL Assay Buffer
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e) 96 fLUJEMRH, A Assay Buffer, LA LT3, @1 B2 fLINIA 180 uL Assay Buffer,
B2-B11 fL, /A 120 uL Assay Buffer.
) AR AR ER BRI S BRI 2SS — ANk BEE A BE AL Can B2 H A 5.90 ul OKT-
3, B
BEBIL | BREERRREIL, MM ATILIRET 60 pL, AIAVKAL | x|
1 2 3 4 5 6 7 8 9 10 11 12
[ | | T
5.90 uL OKT-3
g)  ME— MBS B2 FIREL 60 L, IIANEIZE N ERBEFL B3, FRRSILAESS
e, EZRH 9 MREMBSL (B10) .
h) CKIPIR a HERUF AL, NP IR ¢ RSP IR M RE, &EFL 50 uL.
i) =LKW, T 37°C CO, BT HEFE 6h.
j)  UCRE, EZ 96 FLAJEHR EHL, K Luciferases
2) MEREFEN
S 2 FE ARG I3 B 4
NFAT-Luc Reporter Jurkat (CD4-) 0 pg/mL 1 pg/mL 152.42 pg/mL
Cell Line 4422 485700 4322
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NFAT-Luc Reporter Jurkat (CD4-) Cell Line
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Fig 2. Response to Anti-CD3 epsilon hIgG1 Antibody [OKT-3 (muromonab)]. The NFAT-Luc Reporter Jurkat
(CD4-) Cell Line (Cat. GM-C48178) at a concentration of SE4 cells/well (96-well format) was stimulated with
serial dilutions of Anti-CD3 epsilon higG1 Antibody [OKT-3 (muromonab)] (Cat. GM-51478 AB) in assay buffer
(RPMI 1640+1% FBS+1% P.S) for 6 hours. The firefly luciferase activity was measured using the Luciferase
Reporter Assay Kit (Genomeditech). The maximum induction fold was approximately [109.8]. Data are shown by

drug mass concentration.
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Fig 3. NFAT-Luc Reporter Jurkat (CD4-) Cell Line (Cat. GM-C48178) was determined by flow cytometry using
Anti-H CD4 hlgG1 Antibody(Tregalizumab) (Cat. GM-28752AB).
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Fig 4. The Sanger sequencing of the NFAT-Luc Reporter Jurkat (CD4-) Cell Line (Cat. GM-C48178) showed

successful knockout of Human CD4.
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